Hydroquinone solution and adjust the volume to 20 ml).
3) The sample is removed from underneath the oil and transferred to a siliconised 1.5 ml tube. DNA is extracted from the solution (for 30 min at 4°C, in the dark) with 20 /d of glass milk ('Geneclean II' kit; Stratech Scientific Ltd., London), glass beads are three times rinsed with 'Geneclean New Wash' and air dried; DNA is then dissolved in 100 /d deionised water. 4) Desulfonalion is performed by adding 11 /d of 2 N NaOH followed by incubation at 20°C for 10 min. Methylation analysis by bisulphite genomic sequencing. A) DNA sequence of a PCR product amplified from mouse DNA which had been bisulphitemodified according to the Frommer et aL (6) protocol: 10 ng of DNA was neutralised and precipitated after alkaline denaturing, and incubated in 1.2 ml of 3.1 M NaHSO,/0.5 mM Hydroquinone, pH 5.0 for 18 h at 50°C (6). After treatment, the DNA was purified using glass beads (see modified protocol). The (partially) modified sequence shown is amplified from the upstream region of the mouse Igf2 gene (7) . Dots indicate cytosine residues in the original sequence and arrows indicate the position of CpG dinucleotides. B) The same sequence was PCR amplified from mouse DNA which had been bisulphite-treated using the modified protocol. Here, small patches of untreated DNA were found only in some 10% of the PCR products analysed. The sequence of one cloned PCR product is shown: all unmethylated cytosines have been deaminated and two of the three CpGs were methylated in the original genomic sequence from which this PCR product was amplified.
deionised water and stored at -20°C. 5) PCR amplification is from 4 /tl of modified DNA with a pair of strand-specific primers which contain cloning restriction sites (i.e. £coRI, Xbat) at the 5' end (6, 7) . PCR products are ethanol-precipitated, digested with the appropriate restriction enzymes, gel purified and cloned into M13mpl9. 6) Single-stranded DNA isolated from individual recombinant phages is sequenced by the dideoxy nucleotide chaintermination method.
